Both ocular and genital strains of Chlamydia trachomatis were first grown in the yolk sac of embryonated eggs (7, 11) . Recently, however, cell culture techniques have been developed for the growth of these organisms. To date BHK cells (3) , HeLa 229 cultures pretreated with diethylaminoethyl-dextran (9) , normal McCoy cells (6) , and irradiated McCoy cells (5) 
Isolation of chlamydiae from clinical specimens. This procedure has been described previously (10) . Each specimen was inoculated into two Cyt B-treated and two irradiated McCoy cell cultures, 0.25 mi/tube. Cyt B cultures were coded and the cover slips were read blind, so that findings were not influenced by results with the irradiated cultures.
RESULTS
Preliminary experiments. When 1 to 3 ,g of Cyt B per ml was added to the growth medium of McCoy cell cultures, definite enlargement of the cells was observed after 1 to 2 days. At that time, many of the cells had 2 to 4 nuclei and were epithelioid rather than spindle shaped.
After an additional 1 to 2 days, the cells enlarged further and many of them had 6 to 8 nuclei. These nuclei, though somewhat enlarged, did not develop to the giant size that is commonly seen after irradiation. After prolonged exposure (8 to 10 days), degenerative changes appeared and the cytoplasm disintegrated. When the concentration of Cyt B was increased (10 Mg/ml), these degenerative changes appeared earlier, whereas with 0.3 Mg of Cyt B per mol only a slight effect on cell morphology was observed.
When pools of T181 were titrated on McCoy cells treated with Cyt B, the cells treated with 1 Mg/ml yielded the most inclusions. These inclusions appeared similar in morphology to those formed in irradiated cells, and pretreatment for 72 h before inoculation yielded a comparable number to that found in similarly inoculated irradiated cells. On the basis of these observations, for subsequent work cells were pretreated with 1 Mg of Cyt B per ml for 72 h before inoculation. It was found simpler, and equally effective, to add the Cyt B to the cell suspension rather than to individual cell culture tubes of newly formed monolayers. Since certain of the effects of Cyt B are reversible, the same concentration of Cyt B was maintained in the maintenance medium throughout the Chlamydia growth cycle.
Growth of T181, HAR-l, and LGV II. Cyt B-treated McCoy cells were at least as effective as irradiated cells for the growth of these three strains of C. trachomatis. Table 1 shows that untreated cultures gave significantly lower inclusion counts than cultures treated with Cyt B or irradiation. The counts obtained from Cyt B-treated cultures were higher than from irradiated cultures for all three strains, but the difference was not statistically significant, being in the range of ±41 standard deviation. The morphology of the inclusions in Cyt Btreated and irradiated cells was generally similar, whereas in normal cells the inclusions were smaller, rounder, and "emptier," apparently containing only small numbers of elementary bodies. The LGV strain grown in irradiated cultures for 72 h produced large but still discrete inclusions, whereas in Cyt B-treated cultures many of the inclusions had ruptured by that time. This strain was therefore examined after 30 to 48 h, while the inclusions were still intact, in order to make counting possible.
Positive Cyt B-treated cultures were successfully passed into both irradiated and fresh Cyt B-treated cultures, and the increase in infectivity (10-to 20-fold) was similar to that obtained on passage of positive irradiated cultures.
Clinical specimens. Chlamydiae were isolated from 16/51 specimens (31%) in Cyt Btreated cells and from 17/51 specimens (33%) in irradiated cells. There was thus no significant difference between the isolation rates in the two cell systems. Fifteen isolations were made in both types of culture, two in irradiated and not in Cyt B-treated cells and one in Cyt B-treated and not in irradiated cells. When an isolation was made in both systems, the number of inclusions per cover slip found was usually of the same order, and when an isolate was made in only one type of culture the number of inclusions per cover slip was <3.
Five different batches of both irradiated and Cyt B-treated cells were used to test these specimens (about 10 specimens per batch), and the relative sensitivity of the two systems did not fluctuate very much. Isolation was confirmed by passage of infectivity from the second culture in all but one instance: the isolation made in Cyt B-treated cells only, where only one inclusion was seen. Infectivity was usually increased by about 10- fold on passage in both types of culture.
DISCUSSION
The isolation of chlamydiae is important both for routine diagnosis and for epidemiological studies in trachoma and in nonspecific genital infections, for, since chlamydiae are commonly associated with nongonococcal urethritis, their role in this condition is currently under discussion (2).
Although untreated McCoy cells have recently been used for primary isolation of chlamydiae (6) , both the present study, and earlier work by Gordon (4) (13) . This report reached us after the present study was completed.
